[Cloning of a protease gene family in Fasciola hepatica using the polymerase chain reaction (PCR)].
RT-PCR and degenerative Oligonucleotide primers derived from conserved cysteine protease sequences were used to amplify seven different Fasciola hepatica cysteine protease cDNA clones (Fcp1-7). Five of the clones showed homology to proteases of the cathepsin L type, whereas two appeared to represent the cathepsin B family. The 5' and the 3' regions of Fcp1 were amplified using the rapid amplification of cDNA Ends PCR (RACE-PCR) protocol. The Fcp1 cDNA fragment was also subcloned in the expression vector pGEX and expressed as a glutathione-S-transferase (GST) fusion protein. Antibodies, raised in rabbits against the GST:Fcp1 fusion protein, were used in Western blot analysis to examine expression in different life-cycle stages of F. hepatica. In extracts from immature and adult parasites proteins of 30 and 38 kDa were detected. In other stages, proteins of different molecular weight were recognized by anti-GST:Fcp1 antiserum, indicating stage-specific gene expression.